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CONSTRUCTION OF VARIOUS SHUTTLE PLASMIDS 
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OLIGONUCLEOTIDES USED IN CLONING 



AB3233/3234 : loxP linker 

, BamU I/Bgl II 

SEQ.ID.NO- : 1 loxP site overhang 

\ L^l^ JcoR 7 

5' G ATCCAlATAACTTCGTATAGCATACATTATACGAAGTTAtA AGTACTG AATTCG 3* / 

3' GTTATTGAAGCATATCGTATGTAATATGCTTCAATATTCATGACTTAAGCCTAG 5" 
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AB 14626/1 4627 : Multiple Cloning Site 

SEQ.ID.no. : 3 ^^^^^ i_^^ni_^/„d in^5^c 5a/ 1 overhang 

5' AATTCCCCGGGAGATCTAAGCTTGAGCTCG 3' / 
^ 3' GGGGCCCTCTAGATTCGAACTCGAGCAGCT 5' 
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3' GTTATTGAAGCATATCGTATGTAATATGCTTCAATATAGCTACGATC 5' 
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CONSTRUCTION OF A CIRCULAR GENOMIC PLASMID 
FOR Ad VECTOR RESCUE USING THE Cre/ loxP SYSTEM 



Ad5 left hand terminal repeat 
AdlTR. 

_£coRV(381) 
5g/ 11(407) 
pIX 



Ad 5 genome 
E1 A deleted 



1071 (4272) 




o 



Bst iiOll (2653) 

1 Insert loxP oligo sequences, 
SEQ ID NO: I and SEQ ID N0:2 
into Bgl II site 

Ad5 left hand terminal repeat 
AdlTR^/ ,£coRV(381) 

-lOxP />.C 1 (29651)^^3 



Ad 5 genome 
E1 A deleted 



Ad ITRs 



1^^. BstUOll (4326) 




55/ 11071(2707) 



Bstll07I 



+ EcoRV ^^"^^ 



Ligate 
Ad ITRs 




55/ 11071 (2667) 



55/11071 



Pad (27373) 




Bst 11 071 



)X 

55/ 11071 (4993) 



FIG. 4A 



CONSTRUCTION OF pBHGE31ox 
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CONSTRUCTION OF Ad GENOMIC PLASMIDS ENCODING CRE 
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CONSTRUCTION OF pAElSPlA & pAElSPlB loxP PLASMIDS 
FOR RESCUE OF FOREIGN DNA 




SEQ. ID. NO.: 12 (ABI6853) and SEQ. ID. NO.: 13 (AB16854) 



> <- Bgt II > "<-//i/»d lll-^ Sue I 



&1/I 

overhang , 



5'CTAGAGAATTCAGGCCTGCTAGCAGATCTAAGCTTGAGCTCG 3' 

3' TCTTAAGTCCGGACGATCGTCTAGATTCGAACTCGAGCAGCT5* 
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SEQ. ID. NO.: 14 (AB16855) and SEQ. ID. NO.: 15 (AB16856) 
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3' TC AGCTGCTCGAGTrCGAATCTAGACGATCGTCCGGACTTAACCGCTAG 5' 
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CONSTRUCTION OF pMH4L0X, pMH4L0XA and pMH4LOXALINK 
SHUTTLE PLASMIDS FOR RESCUE OF EXPRESSION CASSETTES 
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CONSTRUCTION OF A SHUTTLE PLASMID 
CONTAINING A pUC DERIVED ORIGIN 
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CONSTRUCTION OF HCMV loxP PLASMIDS 
FOR RESCUE OF EXPRESSION CASSETTES 




CONSTRUCTION OF pCA36LOX and pCA36LOXA 
SHUTTLE PLASMIDS FOR RESCUE OF LACZ 
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Cotransfection of 293Cre cells with AdLCSc DNA-TP and a shuttle plasmid 
containing a loxP site for generation of Ad expression vectors 
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Cotransfection of 293Cre cells with restricted AdLCSc DNA-TP 
and loxP shuttle plasmid for generation of Ad expression vectors 
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CONSTRUCTION OF SHUTTLE PLASMIDS EXPRESSING Cre 
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Cotransfection of 293 cells with pBHGlOlox and a "Lox" shuttle 
plasmid expressing Cre for generation of Ad expression vectors 
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CONSTRUCTION OF Ad GENOMIC PLASMID ENCODING CRE 
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RESCUE OF FIBRE MUTATIONS 
USING CRE/LOX RECOMBINATION 
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CONSTRUCTION OF pABl4lox A 
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Isolation of a virus containing a mutant fibre gene 
by Cre-lox recombination using DNA-TP and cotransfection 
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Isolation of a virus containing a foreign DNA insert 
upstream of the fibre gene by Cre-lox recombination 
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CONSTRUCTION OF pAB14FL0X FOR ISOLATION 
OF AN AD VIRUS WITH A FLOXED FIBRE GENE 
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Isolation of a virus containing 
a fibre gene with flanking lox P sites. 
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